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H-^NF- k BtilCAM-K VCAM-1. E-selectinfc fcroftJU^F-OftaSrflHtft-r 

£ ,r <h *±i&m®ffc-s»3£#<o*illsp t #x. <b *u NF-/c te^ffl -e& 
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NF-/cBia«JDHMEQ (^JftOft^* (la) ) =Srr'^.>> -frfcLfc (W001/1258 
8 Al) o fU, DHMEQ**fc hWWlIRrt^li&(HUYECs)Oig*^F3&a 

aJ^fcfW^fco TNF-* l3££NF-/cBOr£'frft£gel shift assays if) 
ML/it -T^ I/cB a<Dfrm*fflffl-r&Zt%<, WmVtZo Zfz, Western 
blotting?*-eTNF-a K «£ o-C#S£*t&ICAM-l. VCAM-K E-selectin^^H 

lfiLJ$fcHUVECs<0&*N SifiL^mtHUVECsO^^iaWL/io fi]fiL^>&£Jil& 

M"C%2>Z-b&7F2fi1z (HIl) o 
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[0 0 13] 

NF-*Bffi^ffl**-r*<k^i:L*C»± r tUf^T? KlfS^ (W001/125 
88 Al) > panepoxydone (Biochem. Biophys. Res. Commun. 226, 214-221, 1996 
), cycloepoxydon (J. Antibiot. 51, 455-463, 1998), SN-50 (J. Biol. Chem. 
270, 14255-14258) & W & i^l^o 
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X>gd : 5, 6 2 -*p;f-n-f>UTS K- 2 n^*-feV- 1 
, 4-^7^)11 
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ID&e : 5, 6-x\#*v-4-fc Fn^r->-3- t'Jfn^f ;VT5 K-2-v 
^n^^-by> (la, DHMEQ) <£>I)ii£ 

5£ (5) 6-^^°^v-2— ^V^-n-r^T^ K-2-v^n 
^s^-b^-1, 4-^*>&> ,x*/-;K THF^if) 

MML, -7 8-5 010. ft* L<(±7K?tT, ^TC^J b U V A 

jWM*tt»l/C. 5$ (1 a) T?^S*U>5, 6-x#*->-4-tKO*V-3 
-■9-1; f-n^f;VT ^ K- 2 - n^^r-fe/ ^ (la, DHMEQ) ;H#tb*i& 
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X^gf 13, 3-yT^^y-4, 5-x^>-6-tKO^v-2-t'J 
5£ (4) <D5, 6-i^^v-4, 4-V7A'3*'>"3-9- 1 Jfn>f ;VT* 

J^m> jjcCflfeifrU «)II1> U *?A^n-7f^ 

7 7^=5:iftfflIU, ^ (6) "T?^£*t&3, 3-yT;V3 + y-4, 5- 

IDgg : 5, 6-x^y-4-U , n^y-2-t'Jfn^l/T^ K-2-v 
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5£ (6) T?75$:ft&3, 3 -v ? T;V=r^rv-4, 5-i^-6-tKn# 
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v^n^^r-ty> (lb) WiH ? t^o 
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NF- k BP£#fpffl Sr^Tt afl^Wu lfrM^fc£PflflJ£ J: ^^#^$iJ^*^-t- 
[0 0 2 9] 

"C^^o panepoxydonetiBiochem. Biophys. Res. Commun. 226, 214-221, 1996 
iCfSm^tU cycloepoxydoniij. Antibiot. 51, 455-463, 1998K, SN50&J. Bi 
ol". Chem. 270, 14255-14258, 1995K3B«$*LTV»* 0 
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w-Kmrnwrn^^hit^m m^t. ^ d a) *tz\* (1 b) -e^^tt 

1-lOOmgAg 0&-5-fi-C\ lUI^^timiil^ttT^P^-r^t £ 
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Jft^fc 1 ~ 1 0II%^t$««Wi iv^o 
[0 0 3 31 

V3->») „ (fV/>, -1f7f>*, tta*>n-^, CMC-N 

a> CMC-Ca> »;Vy^A, flfcSfcfl**- b V * > r/Mf^flW- h V * 

. misiimi^^) > mm. ~mk&m*¥<7>7Fm&ifx, edta, 
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mr<^Hife^i-efflv>/c^:(ia)-ea$^^^% (dhmeq) wooi/12588 

[0 0 3 6] 

HUYECs:Kffll*lKtwT»^rif)W« 

TNF- « I Techne 

IL-1 £ I PEPRO TECH EC LTD 

LPS I Sigma 

HEPES : Sigma 

DTT : Merck 

PMSF : Sigma 

glycerol I W3ftft3& 

Naci : mmm 
Mgci2 : mmm 

y -32p_ATP : Amersham 
Tris-HCl : Sigma 
spermidine. HC1 : Sigma 

edta : mm\& 

T4 polynucleotide kinase '. Takara 

Nick column ! Amersham 

NP-40 : t*7^r^^ 

BSA : Sigma 

poly dl-dC I Amersham 

tfa>65#Mfc : Santa Cruz 

acrylamide I 
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Tris-boric acid : 
APS : MSMt^ 

temed : mmtt^ 

NaF I mJ&t¥ 

Na3V04 : MUCft^ 

NP-40 It^^'ff^i' 

leupeptin: (It) 0£.tKt«F25#T 

antipain: (ft) 1R&*fl&flfflE0f 

PMSF I Sigma 

^y--/'J 'j T> h T^-fl* : Bio-Rad 

sds : mmt¥ 

2-mercaptoethanol I BBJCft^ 
PVDFH I Amersham 
skim milk : S£P 
ICAM-ltf>#bfl£ : Santa Cruz 
VCAM-lcOtjvffc I Santa Cruz 
E-selectin<£>#L# I Santa Cruz 
ICAM-1<£> 2 2fc#b# : Amersham 
VCAM-IO 2 ^tfL# : Amersham 
E-select inO 2 #$b# : Santa Cruz 

HBSS+ : - y^^fj; 

1; * K : Promega^J^A 

5* -AGT TGA GGG GAC TTT CCC AGG C-3* (E#I#^ 1 ) 

3* -TCA ACT CCC CTG AAA GGG TCC G-5' (E#I#^ 2 ) 

[0 0 3 7] 
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gel shift assayK* W-«B<Z>^1£tt&f^fci: DHMEQliHUVECsK&v* 
TTNF-.a , IL-1/?, LPS m:^>NF-«B^^k^3 /ig/ml-e^K:8HWLfco HI 
2 £ WtTOF- « *e$!l^L^ODHMEQlc X h ffi«&**r^-*- 0 HIWttliaTO i: 

[0 0 3 8] 

L fcDHMEQ * , HUVECs * Jgf * L "C V* & O * 7*- * K ^1" jgj&K & <fc ? 
, ig#*l£*01 %*^^nb37'C> 5 % C02-e2B#p B 1^f y**s<- Y Lfzo 
[0 0 3 9] 

^/-;v^j^L£DHMEQ£. HUVECs ^^LTV^^^ff^r'- * ^ 
1-7&jgK&£J:?^#$*^%*£«]U 3 71C, 5%C0 2 ^^2h-r> 

[0 0 4 0] 

DHMEQ£ 2B#p H imM L fcHUVECs t iSMOHUVECs * tL^ttlO ng/ml TNF- a 
, 10 ng/ml IL-1/?, 10 //g/ml LPS^ML 0r&*>*>, ^tL^tLO^^^ 
i&bnU 7'- * ^-t-Bf Pel (0> 5. 10, 30min, etc), 37X3, 5 % 002^ 
^<->Lfz 0 ) , mmZ^^-fV^rLfzo MibfzMmZm ^l^buffer A (1 
OmM HEPES : pH 7.9, 1.5 mM DTT, 0. 1 mM PMSF)-«?§U 15#f^jt£m L£^15 
000XgX5frmM<bKfrtf ±.m*Wz$;Ltz 0 /u lObuffer ASriDx., 1500 

0XgX*5frffl&kKfrlf±.m*V£3:L£i o 40 M 1 ^buffer C (20 mM HEPES 

: pH 7.9, 25 % glycerol , 420 mM NaCK 1.5 mM MgC12 , 0.2 mM DTT, 0.2 
mM PMSF)£}JQ;L, ^X^y\£y^LX20^mmmLtz^ 15000 Xg-C^P^k 

4 M V * K, 2 ^ \<D 7 -32p_ATP, 2 ^ 1O10XT4 PNK buff 

er(0.5 M Tris-HCl : pH 7.6, 0.1 mM MgC12, 50 mM DTT, ImM spermidine. HC1 
, 1 mM EDTA)^m^t>^ H^7fc-C£*18 (x \t Ltz Q £<bK10 units/// \<D 
T4 polynucleotide kinase£2 fx ltlDx., 37 X,X\bfr?%W3&^fZo K^ik, TE 
bufferUO mM Tris-HCl : pH 7.5, ImM EDTA) &80 fi XtKk.Wfo* ±Jbtz 0 Ztl 
&Nick columntfffl^L, 32 P -?^;v$ fitz K V7u--7*%tz 0 
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[0 0 4 1] 

5Xbinding buffer(375 mM NaCl, 75 mM Tris-HCl : pH 7.0, 7.5 mM EDTA, 7 
.5 mM DTT, 37.5 % glycerol, 1.5 % NP-40, 0.5 /zg/ml BSA) £4 ju U 1 ^g/ 
// UwPlELfcpoly dI-dC£l // U 5 ^g^^J4m%^UPx.^»^17 //H:^ 
-Sid fc&«:fc*illx.fco 7 Fffl^t>7>i:ii$^ K#Lp65#b# £ 0 

.5 /igfl^flllLfco itt^32p-e9^;i / $ttfc /c B7 p n-'7'*3 // UJDx.. 25 oCtr 

h Lfz 0 Z<nmmm&bfrC&WM*MLX)5^tz4 % pol 
yacrylamide gel (6.7 mM acrylamide (30/2), 1.25 ml 10XTBE buffer(0.9 M T 
ris-boric acid : pH 8.3, 20 mM EDTA), 42 ml H 2 0, 500 // 1 APS, 50 // 1 TEM 
EDOo^a^wcr^O ,«1?>£:jSt££#U50 VCiMHiLfeo 

[0 0 4 2] 

[*Jfc«2] 

Western blotting&K J: 1} , TNF- a "CMffl. L R#£> ICAM-1, VCAM-1, E-select 
iniOl&^DHMEQ^^^&fl^iiH^^'ti*, TNF- a # ICAM-1, VCAM 

-l<0§m\*Mm%9 htb-^^I£, E-select inOHat±*flaS:^6 h"ei£-** 
affix.***, S3 KTF-f-X -5 KDHMEQ&2 h|(rteaL7tflUVECs-C»±^*L^»*^f-0 

[0 0 4 3] 

DlMQ*2Npram^SL7tHUVECsfcil^aOHimslC^tL-e*ttlO ng/ml TNF- a 
TJMafcU Ml&*V-yyV>7'LtZo lysis buffer (20 mM Tris-HCl : p 

H 8.0, 150 mM NaCl, 2 mM EDTA, 100 mM NaF, 400 /uU Na3V04, 1 % NP-40, 1 
^g/ml leupeptin, 1 //g/ml antipain, ImM PMSF) SrjJDX-, 2jt_b"T?5fl*r t Kffi 
WLZtfb 305M^*T?#4t U <£>f&15000 X g-?10frmM<b K tf-tYif & UPR. 1 

£»ISL*:£>£:3XSDS loading buffer(150 mM Tris-HCl : pH 6.8, 30 % glyce 
rol, 3 % SDS, 0.03 mg/ml bromophenol blue, 150 fx 1/ml 2-mercaptoethanol) 
Jnx^lysis buffer 0#^*SDx., 5*W3lH»tfeo Z-Mc^-ffrt U 
' 12.5 % polyacrylamide gel£fflv,*T*j!«fcIfr Lfco m^&Ul^, rA-I*l<£>*> 
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;N'*@£PVDFJHK]jfc3f U 5 % skim milkSr^ifTBS buffer (20 mM Tris-HCl : p 
H7.6, 137 mM NaClK^n y * >^£fro£o *<D&. ICM-U VCAM-1. E-sel 

fl»2Wi:^^-t^o -etT. ECIifeKi *)3£-fe$-<4\ ^-f^AtcS^^^: 

[0 0 4 4] 

3 ] 

HI4 K^l"*? K£ifiLlfc> HL-60«*KTOF-*$lJMh3, 6. 9 h(Oi»ii 
tiP^H^im^flnL/c^ DHMEQ&3 // g/ml^S|-r^> £ K#PM 

[0 0 4 5] 

24 well plate^HUVECsfct ^confluent Ltz 0 ig&co&U&ii. 9.8 g/1 

medium 199(-7X-f J: l}^#),1.8 g/1 NaHC03 (Wako) , 10 ml/1 1 M Hepes buff 
er (Sigma), 30 mg/1 ECGS(Becton Dickinson), 6 ml/1 >± h V ^A&l^ 

(^;0amp D a),lO % heat- inactivated FBS(JRH)T?&& 0 ^O^. £lT?>^&fir 
oTto DHffiQ^2Np^m^SLfcHu^Cst»S^HuTECs : lr^tL^ttl0 ng/ml TNF 
- a f»U MWm>> 3. 6. 9 hV&tfaM&XZ?* hmttM#fl5«eJflL^^H 
L-60mcoHUVECs^i-^>^*fFML^o 4-la^ Jtm^ll^ilfe^^ <953HtL 

[0 0 4 6] 

TOF- a "CMWtfk^ well*HBSS+T-2tH^V^ 500 fx 1 ^medium (Jgi&Oiiiifc I 9. 
8 g/1 medium 199(-?*-1' £ *9$M?-),1.8 g/1 NaHC03 (Wako) , 10 ml/1 1 M Hepe 
s buffer (Sigma), 30 mg/1 ECGS(Becton Dickinson), 6 ml/1 h V 9 ^ 

feMfcifcRMaa), 10 % heat- inactivated FBS(JRH)) -tr^^m^^TV^ SlftL 
Sfcfi2.5X105 cells/welK HL-60«i*7X104 eel ls/wel 1 & & «£ ^ l-wel 1 K 
Xfifzo 5 % C0 2 ^ 37 oCTlBf^W ^^a^- V U ^^f^HBSS+T'3HIS^^^ 
tffcv^ ^^i&Sr^KK t o THUVECsKg^i ltv^«M«:tx.^o 
[0 0 4 7] 
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[0 0 4 8] 
[0 0 4 9] 



<110> KEI0 UNIVERSITY 

<120> AGENTS FOR PREVENTING AND/OR TREATING ARTERIOSCLEROSIS 
OR CANCER 

<130> P02-028 

<140> 
<141> 

<160> 2 

<170> Patentln Ver. 2. 1 

<210> 1 
<211> 22 
<212> DNA 
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<213> Artificial Sequence 



<220> 

<223> Description of Artificial Sequence: synthetic DNA 
<400> 1 

agttgagggg actttcccag gc 



<210> 2 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthetic DNA 
<400> 2 

tcaactcccc tgaaagggtc eg 22 
[0 0 5 0] 

iwmtt 1 1 

[0 0 5 1] 
[@5^iJ#-^2] 

[HIMO®#^^] 

[mi] 
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TNF- « T?$!l S5: L CDDHMEQ tc J: & ISW^&^o 

VCAM-l, E-selectinO|&^^DHMEQ^$IJ Lfc 

[EI4] 

DHMEQ^\ HUVECsh&M (_h) £ TttiHUVECs tHL-60;itt (T) <7)^*»U 
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[HI] 



Modulation of leukocyte or cancer cell- 
endothelial cell adhesion 



Endothelial cells 




-»:6 



p nrohft 
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[13 3] 



a^igpNR^a- induced .: ^ 
ecuteS in HUVECs 



• 3 ^g/ml DHMEQ 1 0 ng/ml TNF-a 



Time {hours) 03 6 9 03 6-9 



VCAM-1 



E-selectm 
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[04] 



Inhibition by DHMEQ of HUVEC- 
mononuclear cell adhesion 




Inhibition by DHMEQ of HUVEC- 
HL-60 cell adhesion 




ttifE# 2 0 0 3-3 0 6 0 8 6 2 



2^0 0 2-1 8 5 8 6 6 '. 1/E 
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mm] " mM%mmmk?&mm&£v i fcffim*m&irz>zto 
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